Abstract: Solid supported bilayer lipid membranes are model systems to mimic natural cell membranes in order to understand structural and functional properties of such systems. The use of a model system allows for the use of a wide variety of analytical tools including atomic force microscopy, impedance spectroscopy, neutron reflectometry, and surface plasmon resonance spectroscopy. Among the large number of different types of model membranes polymer-supported and tethered lipid bilayers have been shown to be versatile and useful systems. Both systems consist of a lipid bilayer, which is de-coupled from an underlying support by a spacer cushion. Both systems will be reviewed, with an emphasis on the effect that the spacer moiety has on the bilayer properties.
Introduction
Biological membranes and membrane related processes are essential for every living organism. They form the outer layer of cells and organelles and host a large variety of proteins that are essential to the functioning of every cell. G-protein coupled receptors, for example, are involved in a wide range of cellular processes such as vision [1] , smell [2] , and cardiac function [3, 4] . Malfunction of membrane proteins can cause severe diseases such as cystic fibrosis [5] or muscular dystrophy [6] . Currently, most novel pharmaceuticals target G-protein coupled receptors [7] , which makes this class of membrane proteins the most important drug target ever discovered [8] . Furthermore, the cell membrane serves as the outermost barrier of the cell against pathogens. To enter a cell and cause damage, pathogens and toxins will have to interact with or pass through the cell membrane [9] .
Systematic studies of membrane processes and the detailed structure of lipid membranes are hindered by the intrinsic complexity of their architecture, which comprises a wide variety of lipids, proteins, and carbohydrates. A large number of different model systems have been developed that reduce the natural complexity of the membrane, while providing an easily accessible experimental platform. These systems mimic essential structural and chemical aspects of a lipid bilayer membrane and include Langmuir monolayers, vesicles, bilayer (or black) lipid membranes, and solid supported bilayer lipid membranes (sBLMs) (Figure 1 ) [10] [11] [12] [13] [14] .
Among the different model systems, sBLMs and tethered bilayer lipid membranes (tBLMs) have attracted significant interest because they offer a relatively stable platform and are accessible to a wide range of analytical techniques, which gives the potential for them to be used in a wide variety of applications. Solid supported bilayer lipid membranes consist of a lipid bilayer that is placed on a solid support [10] . In their most simple form, the membrane is in direct contact with the surface, typically separated from the support only by a thin layer of water with a thickness of less than a few Ångström [14] [15] [16] . Compared to free standing bilayers, sBLMs allow for the use of a wider range of analytical techniques, including surface sensitive techniques such as surface plasmon resonance or atomic force microscopy to study membrane properties. The solid support also provides increased stability compared to other model systems. sBLMs have been used to study various membrane related processes such as the influence of lipid composition on the bilayer structure [17] [18] [19] , the binding of peptides and proteins to the bilayer [20] , and the interaction of phospholipid bilayers with small molecules such as sterols [21] and peptides [22] . Solid supported membranes can also be used to investigate the binding of drugs or drug-like molecules to the membrane or to receptors within the membrane. However, a bilayer floating on a solid support is still relative unstable and makes longtime measurements requiring days or weeks very difficult. The small amount of available space underneath the membrane also hinders protein incorporation, as incorporated proteins are likely to interact with the support [11] . This has been found to cause proteins to denature, making structural or functional studies impossible.
As an extension of sBLMs, polymer supported and tethered lipid bilayer membranes have been developed. These model systems separate the lipid bilayer from the substrate by a spacer moiety. Here, polymer supported and tethered bilayer lipid membranes will be reviewed with a specific focus on the influence of the sub-membrane architecture on membrane properties.
Polymer-Supported Lipid Bilayers
To reduce membrane-substrate interactions, the bilayer can be separated from the support by the introduction of a polymer layer ( Figure 2 ) [11, 23] . This layer is typically bound to the surface of the support material first and the lipid bilayer is subsequently deposited onto the polymer cushion. The cushion, if appropriately designed, can also mimic the cytoskeleton of a cell. However, the submembrane reservoir thickness depends on the polydispersity of the polymer used as well as its swelling behaviour upon hydration. Both factors are difficult to control with absolute precision and therefore the resulting bilayers have been shown to often contain holes and defects, making polymersupported bilayers generally less favourable to be used as biosensing platforms [24, 25] .
Furthermore, the nature and density of the polymer support has been shown to significantly affect membrane properties. For example, the diffusion of embedded lipids and proteins is significantly affected, resulting in anomalous and reduced diffusion behaviour of incorporated proteins for tethering densities higher than 10 mol% [26] . Solid supported bilayer lipid membranes consist of a lipid bilayer that is placed on a solid support [10] . In their most simple form, the membrane is in direct contact with the surface, typically separated from the support only by a thin layer of water with a thickness of less than a few Ångström [14] [15] [16] . Compared to free standing bilayers, sBLMs allow for the use of a wider range of analytical techniques, including surface sensitive techniques such as surface plasmon resonance or atomic force microscopy to study membrane properties. The solid support also provides increased stability compared to other model systems. sBLMs have been used to study various membrane related processes such as the influence of lipid composition on the bilayer structure [17] [18] [19] , the binding of peptides and proteins to the bilayer [20] , and the interaction of phospholipid bilayers with small molecules such as sterols [21] and peptides [22] . Solid supported membranes can also be used to investigate the binding of drugs or drug-like molecules to the membrane or to receptors within the membrane. However, a bilayer floating on a solid support is still relative unstable and makes long-time measurements requiring days or weeks very difficult. The small amount of available space underneath the membrane also hinders protein incorporation, as incorporated proteins are likely to interact with the support [11] . This has been found to cause proteins to denature, making structural or functional studies impossible.
To reduce membrane-substrate interactions, the bilayer can be separated from the support by the introduction of a polymer layer (Figure 2 ) [11, 23] . This layer is typically bound to the surface of the support material first and the lipid bilayer is subsequently deposited onto the polymer cushion. The cushion, if appropriately designed, can also mimic the cytoskeleton of a cell. However, the sub-membrane reservoir thickness depends on the polydispersity of the polymer used as well as its swelling behaviour upon hydration. Both factors are difficult to control with absolute precision and therefore the resulting bilayers have been shown to often contain holes and defects, making polymer-supported bilayers generally less favourable to be used as biosensing platforms [24, 25] .
Furthermore, the nature and density of the polymer support has been shown to significantly affect membrane properties. For example, the diffusion of embedded lipids and proteins is significantly affected, resulting in anomalous and reduced diffusion behaviour of incorporated proteins for tethering densities higher than 10 mol% [26] . Polymer supported lipid bilayer membranes have been used in a large number of studies, for example, to investigate the incorporation of bovine rhodopsin [27] , or to study the interactions between membrane-bound t-SNARE proteins and vesicle-bound v-SNARE proteins mediating cellular vesicle fusion [28] . By using fluorescence interference contrast measurements on a polymersupported bilayer, it was shown that the rod-shaped t-SNARE/v-SNARE complex is embedded into the lipid bilayer in an upright orientation [29] . Polymer supported bilayers were also used to successfully incorporate a range of proteins in a functional form, for example, Adenylate Cyclase [30] . They have also been used to monitor the binding between Human Platelet Integrin and ligandcontaining vesicles with high efficiency, demonstrating that little to no loss of functionality occurred once the protein was incorporated into a polymer-supported membrane [31] .
Effect of the Supporting Polymer on Bilayer Properties
Polymer supported and polymer tethered bilayers have been assembled on a wide variety of substrate materials, including glass, gold, and indium-tin oxide, and all have shown an effect on the final bilayer properties. Typically, a hydrophilic polymer of variable thickness and composition is used to enable the attachment of the lipid layer through either chemi-or physisorbtion [10] .
Glass is one of the most popular substrates as its hydrophilic surface supports the formation of a highly hydrated sub-membrane reservoir. Various polymers have been used to form a hydrogelcushion to support a lipid bilayer.
For example, methoxysilane-functionalised glass with a 80-90 Å thick maleic acid-based copolymer has been used [32] . A lipid bilayer composed of DMPC (dimyristoylphosphatidylcholin) and N-succinimidomyristidic ester was assembled onto this support via Langmuir-Blodgett (LB) followed by Langmuir-Schaefer (LS) transfer. N-succinimidomyristidic ester acts as a linker that integrates into the lipid bilayer due to its long aliphatic chain, but also covalently binds to the polymeric support, effectively tethering the bilayer to the polymer support. Both the addition of a polymer cushion to support the bilayer and tethering of the bilayer reduced the diffusion of phospholipids in the bilayer compared to diffusion rates observed in a solid supported bilayer without polymer cushion. A pure DMPC bilayer on an un-functionalised glass support showed lipid diffusion values around 4 μm 2 /s. Functionalisation of the glass with hydrogel reduced the diffusion to 3 μm 2 /s and the inclusion of 20 mol% anchoring agent reduced the diffusion coefficient to 1.3 μm 2 /s.
In a similar study, bilayers were deposited on glass substrates functionalised with a benzophenone silane [23] . The proximal bilayer leaflet was completed by LB transfer of a lipopolymer/phospholipid mixture, and the lipopolymer did covalently bind to the silane support Polymer supported lipid bilayer membranes have been used in a large number of studies, for example, to investigate the incorporation of bovine rhodopsin [27] , or to study the interactions between membrane-bound t-SNARE proteins and vesicle-bound v-SNARE proteins mediating cellular vesicle fusion [28] . By using fluorescence interference contrast measurements on a polymer-supported bilayer, it was shown that the rod-shaped t-SNARE/v-SNARE complex is embedded into the lipid bilayer in an upright orientation [29] . Polymer supported bilayers were also used to successfully incorporate a range of proteins in a functional form, for example, Adenylate Cyclase [30] . They have also been used to monitor the binding between Human Platelet Integrin and ligand-containing vesicles with high efficiency, demonstrating that little to no loss of functionality occurred once the protein was incorporated into a polymer-supported membrane [31] .
Glass is one of the most popular substrates as its hydrophilic surface supports the formation of a highly hydrated sub-membrane reservoir. Various polymers have been used to form a hydrogel-cushion to support a lipid bilayer.
For example, methoxysilane-functionalised glass with a 80-90 Å thick maleic acid-based copolymer has been used [32] . A lipid bilayer composed of DMPC (dimyristoylphosphatidylcholin) and N-succinimidomyristidic ester was assembled onto this support via Langmuir-Blodgett (LB) followed by Langmuir-Schaefer (LS) transfer. N-succinimidomyristidic ester acts as a linker that integrates into the lipid bilayer due to its long aliphatic chain, but also covalently binds to the polymeric support, effectively tethering the bilayer to the polymer support. Both the addition of a polymer cushion to support the bilayer and tethering of the bilayer reduced the diffusion of phospholipids in the bilayer compared to diffusion rates observed in a solid supported bilayer without polymer cushion. A pure DMPC bilayer on an un-functionalised glass support showed lipid diffusion values around 4 µm 2 /s. Functionalisation of the glass with hydrogel reduced the diffusion to 3 µm 2 /s and the inclusion of 20 mol% anchoring agent reduced the diffusion coefficient to 1.3 µm 2 /s.
In a similar study, bilayers were deposited on glass substrates functionalised with a benzophenone silane [23] . The proximal bilayer leaflet was completed by LB transfer of a lipopolymer/phospholipid mixture, and the lipopolymer did covalently bind to the silane support via photo-crosslinking.
The distal leaflet comprised various mixtures of DMPC and DMPE and was completed by LS transfer. The lipid bilayer was designed such that it was not reliant on electrostatic interactions, making it stable over a wider pH range. Studies on varying tethering polymer densities from 5% to 30% showed that an increase in the tethering density significantly reduced lateral lipid mobility at 40˝C in the outer leaflet from 18 µm 2 /s at 5% tether density to 1 µm 2 /s at 30% tethering density. At the same time, high tethering densities led to a decrease in the mobile fraction of lipids.
The tethering density also strongly affected lateral lipid diffusion in a lipopolymer supported SOPC (1-Stearoyl-2-oleoyl-sn-glycero-3-phosphocholine) bilayer [33] . A pure SOPC bilayer on a clean glass substrate was reported to have a diffusion coefficient of around 1.4 µm 2 /s, which was only marginally reduced for tethering densities up to 20 mol%. However, tethering densities of 50 mol% reduced the diffusion significantly to 0.4 µm 2 /s. The influence of the length of the lipopolymer was not thoroughly explored, but changing tether length while maintaining tethering density appeared to have no impact on lipid mobility. However, the homogeneous incorporation of integrin α IIb β 3 was only possible in membranes supported by longer lipopolymer structures, whereas shorter lipopolymers caused the formation of distinct protein patches in the membrane.
Instead of tethering the lipid bilayer to a support via the incorporation of lipopolymers, a bilayer can also be attached to a polymer cushion through electrostatic means. For example, maleic acid-based copolymers with adjustable cushion thicknesses of up to 60 nm have been achieved by incorporation of ethene, propene, or octadecene side chains into the polymer [34] . Bilayers were formed from a range of naturally occurring phospholipids such as egg phosphatidylcholine. Increasing the thickness of the polymer cushion from 4 nm to 60 nm increased the diffusion coefficient from 0.26 to 1.1 µm 2 /s. The specific activity of incorporated proteins also increased with increasing cushion thickness.
Bilayers made from vesicles comprising a mixture of POPC (1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine) and DOTAP (1,2-dioleoyl-3-trimethylammonium-propane) and assembled on 12 nm thick poly(amino acid methacrylate) cushions showed an even higher lipid mobility [35] . The lipids had no anchoring moieties and were held onto the polymer by electrostatic interactions between the cationic phospholipid DOTAP and the polymer cushion only. Pure POPC vesicles were unable to adsorb to the negatively charged polymer cushion and bilayers could only be formed upon the addition of 25 mol% DOTAP. The resulting bilayer had a mobile lipid fraction of 70% and lipid diffusion constants of up to 1.5 µm 2 /s [35] .
Polyethyleneglycol (PEG) has been widely used as support for lipid bilayers. PEG-supported lipid bilayers can form aqueous reservoirs as thick as 10 nm underneath the membrane [36] and are well-suited to protein incorporation, especially if the protein has large trans-and sub-membrane domains. Hydration levels as high as 90% have been reported, and the supported membranes showed lipid diffusivity levels of up to 2.1 µm 2 /s and high tolerance for deformation, thereby suggesting a very rugged bilayer system [37] . In order to create a large sub-membrane space optimised for protein incorporation, a PEG-supported lipid bilayer system has been used, with the PEG layer grafted to the support and the lipid bilayer deposited by spin coating [37] . The resulting bilayer had a highly hydrated reservoir between the bilayer and the support with a thickness of around 55 Å and a lipid diffusion coefficient of around 2 µm 2 /s, only reduced by about 12% compared to a free floating lipid bilayer on the same support.
In other approaches, PEG chains have been grafted to a silicate substrate via silane terminal groups, with the lipid bilayer formed by LB transfer and vesicle fusion [24] . The resulting membrane was used to incorporate Cytochrome C, and analysis of the protein mobility showed three categories of diffusion speed (fast, slow, and immobile), with 80% of the proteins maintaining some degree of mobility regardless of tether density.
Hydrogels provide an alternative support material. Highly crosslinked layers of p(PFPA-co-MABP) on indium tin oxide with a dry thickness of about 60 nm and a mean roughness of 0.4 nm have been used to support lipid bilayers [38] . The mesh size of the hydrogel was designed such that it was smaller than the cytochrome c oxidase incorporated into the membrane, preventing the protein from migrating out of the lipid bilayer into the membrane support underneath. However, fluorescence experiments showed that the protein appeared to be immobilised in the membrane.
In another example, a protein-functionalised bilayer was assembled by functionalising a surface with a polyacrylamide-based hydrogel modified with nitrilotriacetic acid, which could act as a binding motif for cytochrome c oxidase. After binding of the protein, a lipid bilayer was assembled around it [38] . The resulting membrane had good sealing properties of 1-5 MΩ¨cm 2 , and the functionality of the enzyme was shown electrochemically by the addition of cytochrome c. However, these good electrical sealing properties are rare for polymer supported membranes. Typically, they have shown lower values, which impedes the investigation of ion transport processes using these architectures.
Tethered Bilayer Lipid Membranes
tBLMs are an alternative approach to create a solid supported membrane including a reservoir between support and bilayer. In contrast to polymer supported membranes, tBLMs typically show high electrical resistance values and a higher long-term stability. A tBLM is a solid supported lipid bilayer [10] , where the inner leaflet is separated from the support through a spacer unit, which also anchors the membrane covalently to the surface ( Figure 3) . In most cases, thiol anchors for the attachment to gold surfaces have been used [39] [40] [41] , but there have also been examples for tBLMs on silicon surfaces using silane chemistry, phosphoric acid chemistry for aluminium surfaces, and thiol chemistry on mercury as a surface [42] [43] [44] . Gold is the most commonly used substrate, since it can easily be functionalised by thiol-and sulfur-based anchor moieties, and can also be used as an electrode in surface analytical methods. The outer membrane leaflet is typically formed by rapid solvent exchange [45] , or fusion of the monolayer with lipid vesicles [46] . from migrating out of the lipid bilayer into the membrane support underneath. However, fluorescence experiments showed that the protein appeared to be immobilised in the membrane.
In another example, a protein-functionalised bilayer was assembled by functionalising a surface with a polyacrylamide-based hydrogel modified with nitrilotriacetic acid, which could act as a binding motif for cytochrome c oxidase. After binding of the protein, a lipid bilayer was assembled around it [38] . The resulting membrane had good sealing properties of 1-5 MΩ·cm 2 , and the functionality of the enzyme was shown electrochemically by the addition of cytochrome c. However, these good electrical sealing properties are rare for polymer supported membranes. Typically, they have shown lower values, which impedes the investigation of ion transport processes using these architectures.
tBLMs are an alternative approach to create a solid supported membrane including a reservoir between support and bilayer. In contrast to polymer supported membranes, tBLMs typically show high electrical resistance values and a higher long-term stability. A tBLM is a solid supported lipid bilayer [10] , where the inner leaflet is separated from the support through a spacer unit, which also anchors the membrane covalently to the surface ( Figure 3) . In most cases, thiol anchors for the attachment to gold surfaces have been used [39] [40] [41] , but there have also been examples for tBLMs on silicon surfaces using silane chemistry, phosphoric acid chemistry for aluminium surfaces, and thiol chemistry on mercury as a surface [42] [43] [44] . Gold is the most commonly used substrate, since it can easily be functionalised by thiol-and sulfur-based anchor moieties, and can also be used as an electrode in surface analytical methods. The outer membrane leaflet is typically formed by rapid solvent exchange [45] , or fusion of the monolayer with lipid vesicles [46] . Figure 3 . Schematic of a gold-supported tBLM with a fully tethered proximal leaflet (blue/purple) and a distal leaflet assembled from phospholipid (green/bronze). The frequently used anchorlipid DPhyTL is shown [39] , which consists of a lipoic acid anchor, a teraethylene-glycol spacer, and a phytanyl lipid group.
Ideally, a tBLM should mitigate the disadvantages of a polymer supported bilayer such as the difficulty of assembly, requiring polymer formation followed by LB/LS transfer, and the high defect density. They should at the same time maintain bilayer fluidity and provide a sufficiently wellhydrated sub-membrane domain to accommodate incorporated proteins.
tBLMs have been used in a large number of studies, ranging from the analysis of membrane structure and function, or the study of membrane-protein interactions to the investigation of membrane proteins embedded inside the membrane. Different tBLMs vary mainly in their tethering Figure 3 . Schematic of a gold-supported tBLM with a fully tethered proximal leaflet (blue/purple) and a distal leaflet assembled from phospholipid (green/bronze). The frequently used anchorlipid DPhyTL is shown [39] , which consists of a lipoic acid anchor, a teraethylene-glycol spacer, and a phytanyl lipid group.
Ideally, a tBLM should mitigate the disadvantages of a polymer supported bilayer such as the difficulty of assembly, requiring polymer formation followed by LB/LS transfer, and the high defect density. They should at the same time maintain bilayer fluidity and provide a sufficiently well-hydrated sub-membrane domain to accommodate incorporated proteins.
tBLMs have been used in a large number of studies, ranging from the analysis of membrane structure and function, or the study of membrane-protein interactions to the investigation of membrane proteins embedded inside the membrane. Different tBLMs vary mainly in their tethering density and in the chemical structure of the tethering lipid used. These factors significantly influence the structural and functional parameters of the resulting bilayer. The composition of the outer leaflet can be adjusted as desired, thus allowing the creation of tailored biomimetic interfaces.
The composition of a lipid membrane is of significant importance in biological processes. For example, the accumulation of β-lactogobulin, a small globular protein, at a lipid interface was found to strongly depend on the phospholipids present in the membrane, as well as on the structure of the protein (denatured/native). Additionally, cholesterol in the membrane enabled protein penetration into the bilayer [47] . A mercury supported tethered model membrane system has been developed with the intention of being used to study the effect of antimicrobial peptides on the lipid bilayer structure and function [44] . A wide range of studies investigating membrane pores, pore forming peptides, and ion channels has been carried out using tBLMs such as the incorporation of ligand-gated ion channels [48] , alpha-hemolysin [49, 50] , valinomycin [43, 51] , and gramicidin [42, 52] . A tethered bilayer platform was also used to study the structure of the HIV-1 Gag protein as well as its interaction with lipid bilayers [53] .
Amyloid β-oligomers and other misfolded oligomers and proteins are known to be a significant factor in the development of Parkinson's [54] and Alzheimer's disease [55] . tBLMs have been used to investigate the effect of these peptides on the cellular membrane, showing that oligomer accumulation at the membrane interface caused an increase in ion transport across the membrane [56] . As neural networks strongly rely on electrochemical gradients to function, this has shed light on the development of neurodegenerative diseases. Other studies have shown tBLMs to be a valid model to incorporate functional proteins such as ubiquinol oxidase into the lipid bilayer [57] .
tBLMs have also been demonstrated to be viable platforms for highly adaptable biosensors by functionalising incorporated ion channels [41] , and have also been used in studies to determine potential impacts of novel substances such as nanoparticles on the cellular membrane [58] . In another biosensing experiment, embedding a ferrocene-valinomycin redox sensor in a tBLM enabled the detection of ascorbic acid and sodium thiosulfate [59] .
Tethered membranes have also been assembled on nanostructured substrates designed for surface enhanced infrared absorption spectroscopy (SEIRAS) [60] . Despite the increased surface roughness required for SEIRAS, a bilayer can be formed which is sufficiently sealing to allow ion channel studies. The use of SEIRAS enabled the elucidation of structural details of the incorporated protein that would otherwise not be seen. This is of significant importance as it provides an alternative to crystallographic techniques which required dried protein crystals where the proteins are no longer in their native environment and may therefore not be in their natural conformation.
Effect of the Tether Structure on Bilayer Properties
The chemical nature of the sub-membrane space has a significant impact on both the structure of the lipid bilayer as well as the functional incorporation of membrane components. Physical parameters such as bilayer impedance [40] , bilayer fluidity [45] , and hydration of the sub-membrane space [61, 62] have been used to characterise different tBLM architectures. Ideally, and in order to mimic a natural membrane, a tBLM should have a high electrical impedance, a low capacitance, as well as high fluidity and high sub-membrane hydration. The electrical properties ensure that ion transport across the membrane is mainly due to the function of embedded protein or peptides, while the hydration is essential to allow for protein function. However, increases in membrane hydration and fluidity are generally accompanied by a reduction of the electrical sealing properties, resulting from a higher defect density [61, 63] . The sub-membrane space of a tBLM is dominated by the structure of the tether-segment of the anchorlipid and the anchoring group itself, which is responsible for grafting the lipid onto the solid support.
The anchoring group can be adapted depending on the substrate. Surfaces that have been explored include gold [61, 62, 64] , mercury [51, 65, 66] , aluminium oxide [43] , and silicon dioxide [42] as well as glass, indium tin oxide, and quartz [46] . As an alternative to using a single molecule to act as both a lower lipid leaflet and tethering agent, biotin-avidin interactions have been used to tether a bilayer to the surface [67] . Similarly, S-layer proteins [68] and DNA tethering have been explored as a method to construct more stable model membrane systems [69] [70] [71] , but will not be discussed here. The structures of the various different tether-lipid structures that have been used on gold surfaces are compared in Figure 4 . While the anchoring group is usually only changed to fit the desired substrate, the spacer segment separating the lipid from the solid support can be varied to influence properties such as hydration and membrane fluidity. There is some evidence to suggest that using a thiol or disulphide anchor affects the packing density and resulting bilayer properties [48] , but most research in this area focuses on changing the tether segment rather than the anchoring group to achieve increased submembrane hydration.
There has been a wide range of studies investigating the structural changes of the sub-membrane space as a consequence of changing the chemical composition and length of the tether segments. Examples have been summarised in Table 1 . Commonly used techniques to study the membrane structure include neutron scattering [61] , surface plasmon resonance, atomic force microscopy [74] , and polarization modulation infrared reflection absorption spectroscopy (PM-IRRAS) [75] . Especially neutron scattering can give high-resolution structural information of the lipid bilayer system in an aqueous environment. For example, information about membrane thickness, composition, and hydration can be gained. Functional studies are often conducted using electrochemical impedance spectroscopy [61] . While the anchoring group is usually only changed to fit the desired substrate, the spacer segment separating the lipid from the solid support can be varied to influence properties such as hydration and membrane fluidity. There is some evidence to suggest that using a thiol or disulphide anchor affects the packing density and resulting bilayer properties [48] , but most research in this area focuses on changing the tether segment rather than the anchoring group to achieve increased submembrane hydration.
There has been a wide range of studies investigating the structural changes of the sub-membrane space as a consequence of changing the chemical composition and length of the tether segments. Examples have been summarised in Table 1 . Commonly used techniques to study the membrane structure include neutron scattering [61] , surface plasmon resonance, atomic force microscopy [74] , and polarization modulation infrared reflection absorption spectroscopy (PM-IRRAS) [75] . Especially neutron scattering can give high-resolution structural information of the lipid bilayer system in an aqueous environment. For example, information about membrane thickness, composition, and hydration can be gained. Functional studies are often conducted using electrochemical impedance spectroscopy [61] .
DPhyTT (n = 4) [61] DPhyHT (n = 6) [61] DPhyOT (n = 8) [61] While the anchoring group is usually only changed to fit the desired substrate, the spacer segment separating the lipid from the solid support can be varied to influence properties such as hydration and membrane fluidity. There is some evidence to suggest that using a thiol or disulphide anchor affects the packing density and resulting bilayer properties [48] , but most research in this area focuses on changing the tether segment rather than the anchoring group to achieve increased submembrane hydration.
HC18 [72]
Membranes 2016, 6, 30 7 of 14 a method to construct more stable model membrane systems [69] [70] [71] , but will not be discussed here. The structures of the various different tether-lipid structures that have been used on gold surfaces are compared in Figure 4 . While the anchoring group is usually only changed to fit the desired substrate, the spacer segment separating the lipid from the solid support can be varied to influence properties such as hydration and membrane fluidity. There is some evidence to suggest that using a thiol or disulphide anchor affects the packing density and resulting bilayer properties [48] , but most research in this area focuses on changing the tether segment rather than the anchoring group to achieve increased submembrane hydration.
FC16 [72]
There has been a wide range of studies investigating the structural changes of the sub-membrane space as a consequence of changing the chemical composition and length of the tether segments. Examples have been summarised in Table 1 . Commonly used techniques to study the membrane structure include neutron scattering [61] , surface plasmon resonance, atomic force microscopy [74] , and polarization modulation infrared reflection absorption spectroscopy (PM-IRRAS) [75] . Especially neutron scattering can give high-resolution structural information of the lipid bilayer system in an aqueous environment. For example, information about membrane thickness, composition, and hydration can be gained. Functional studies are often conducted using electrochemical impedance spectroscopy [61] . While the anchoring group is usually only changed to fit the desired substrate, the spacer segment separating the lipid from the solid support can be varied to influence properties such as hydration and membrane fluidity. There is some evidence to suggest that using a thiol or disulphide anchor affects the packing density and resulting bilayer properties [48] , but most research in this area focuses on changing the tether segment rather than the anchoring group to achieve increased sub-membrane hydration.
TEG-DP [73]
There has been a wide range of studies investigating the structural changes of the sub-membrane space as a consequence of changing the chemical composition and length of the tether segments. Examples have been summarised in Table 1 . Commonly used techniques to study the membrane structure include neutron scattering [61] , surface plasmon resonance, atomic force microscopy [74] , and polarization modulation infrared reflection absorption spectroscopy (PM-IRRAS) [75] . Especially neutron scattering can give high-resolution structural information of the lipid bilayer system in an aqueous environment. For example, information about membrane thickness, composition, and hydration can be gained. Functional studies are often conducted using electrochemical impedance spectroscopy [61] . [72] DOPC N/A N/A 1.6 30% HC18 [72] DOPC 21 N/A 4.1 20% TEG-DP [73] POPC N/A 2 N/A 80% Cholesterol-tether [77] E. coli lipid extract N/A 11 N/A Neutron scattering studies have shown that the commonly used tethered lipid DPhyTL [39] has a poorly hydrated spacer segment [61] , containing only 5 Volume-% water underneath the membrane, despite the fact that polyethylene glycol is known to be water soluble.
The low level of hydration in DPhyTL-based tBLMs has also been investigated using PM-IRRAS, a surface sensitive technique applicable to thin films [75] . The measurements showed that the tether segments of DPhyTL take on a coiled conformation, exposing the hydrophobic carbon segments of the tether to the surrounding medium. This hydrophobic conformation along with the high packing density of the self-assembled monolayer (SAM) causes low hydration of the sub-membrane region. At the same time, this architecture leads to highly insulating membranes and by reducing the size of the electrode surface, and thereby limiting the number of defect sites, the impedance of fully tethered tBLMs based on DPhyTL can achieve impedance values as high as 5.5 GΩ [78] .
Sub-membrane hydration can be changed by modifying the spacer unit, and longer spacers typically lead to higher hydration levels [61] . The use of a thiol anchoring group instead of a disulphide and a slight increase in tether length from four to six ethylene glycol units increased membrane hydration from 5% in DPhyTL to around 20% in DPhyHT (Figure 4 ) and allowed a significantly higher rate of ion transport through a membrane without reduction in bilayer impedance [48, 61] .
Increasing the number of ethylene glycol units in the tether segment to eight resulted in an increase of sub-membrane hydration from 5% to 40% [61] . However, the increasing tether length also led to a significantly larger number of membrane defects, indicated by the increase in water incorporation into the distal leaflet and alkyl chains of the proximal leaflet and reduced electrical sealing properties.
Increasing tether length from four to eight ethylene glycol units on a mercury-supported tBLM significantly increased ion storage capacity under the membrane [66] . While mercury-supported tBLMs do not allow the use of surface-sensitive techniques, they do provide significantly higher membrane fluidity, avoiding some of the issues associated with tBLMs [65, 66] . The use of mercury instead of gold as a supporting element allowed better functional incorporation of membrane active peptides such as gramicidin and the large antimicrobial polymer alamethicin [66] .
However, increased tether length resulted in increased leakage of charged species across the membrane. This means that while a mercury-supported tBLM can be used for the incorporation of membrane proteins, this system is not well-suited for biosensing applications. The increased propensity to defect formation with increasing tether length also confirmed molecular dynamics simulations suggesting that longer tethers will form more disordered bilayers [63] .
A fully tethered proximal leaflet enables the formation of highly electrically sealing bilayers, and this type of bilayer is most suitable for the analysis of channel and pore-forming proteins with no significant sub-membrane domains such as gramicidin or alpha-hemolysin. These systems are also suited to the study of ion transporters such as valinomycin where non-specific transport across the membrane must be as low as possible and the membrane fluidity as well as the mobility of incorporated components are not of significant interest. A fully tethered proximal leaflet also serves as an excellent platform for amperometric biosensors due to the low background current leakage resulting from the high electrical resistance of these bilayers [59] .
However, a fully tethered proximal leaflet on a solid support is not well suited for protein incorporation as there is little space underneath the membrane for sub-membrane domains of proteins, thus possibly hindering incorporation and function. Furthermore, due to the packing density of the proximal leaflet, possible structural rearrangements of proteins are limited. In addition to spatial constraints imposed by a densely tethered proximal leaflet, the sub-membrane domain is typically poorly hydrated which can also negatively affect protein incorporation and function. The fluidity of the bilayer is also adversely impacted by the high tether density, hindering diffusion of proteins incorporated into the membrane and not allowing for significant structural rearrangements of the membrane.
To allow for a more flexible lipid bilayer and increase sub-membrane hydration, a bulkier anchoring group, sometimes referred to as a self-diluting tether-lipid, may be used instead of lipoic acid or a thiol, effectively reducing the packing density of the SAM. This approach resulted in significantly increased sub-membrane hydration around 60% using the DPhyHDL lipid ( Figure 4) , with much less reduction in bilayer resistance compared to longer tether molecules [61] . In addition to the significant increase in sub-membrane hydration, incorporated proteins are also able to transport ions across the membrane at significantly higher rates [50] .
Sparsely Tethered Bilayer Lipid Membranes
In addition to lengthening the tether segment or changing the anchor group, it is also possible to achieve lower tethering density by diluting the SAM via the incorporation of small molecules into the proximal leaflet, thus competing with the anchorlipid for space on the gold support [62] . This creates a layer with a lower tethering density, offering more flexibility and space within. Most commonly, small molecules such as β-mercaptoethanol (βME) have been used in combination with an anchorlipid [62] . In addition to providing a more spacious water containing sub-membrane domain, sparsely tethered lipid bilayers with unsaturated phospholipids (DOPC, 1,2-dioleoyl-sn-glycero-3-phosphocholine) completing the bilayer have been shown to be more fluid than fully tethered membranes, with diffusion coefficients up to 7 µm 2¨s´1 in the distal leaflet, approaching values similar to natural cell membranes [45] .
Hydration levels of up to 75 vol% hydration have been achieved by using sparsely tethered membranes, and these levels depend on the type of lipid used to complete the outer leaflet and tethering density of the lower leaflet [62] . However, high levels of hydration typically can lead to a significant reduction in impedance, likely due to higher propensity for defect formation. For example, 64% hydration of the sub-membrane space has been achieved with a tethering density of 30% WC14 and the outer leaflet completed with DPPC (1,2-dipalmitoyl-sn-glycero-3-phosphocholine). While a fully tethered layer had a resistance of 440 kΩ¨cm 2 , dilution of the tether-lipid reduced the membrane resistance to 93 kΩ¨cm 2 [62] . Lengthening the tether by two ethylene glycol units (FC16 in Figure 4 ) did not adversely affect bilayer sealing qualities or membrane hydration at 30% tethering density (diluted with βME), but also caused no significant increase in sub-membrane hydration [76] . The increase in tether length did, however, enable better bilayer formation when using charged phospholipids to complete the bilayer, thereby allowing lipid packing densities similar to those in cellular membranes.
As alternatives to βME, thiol teminated tetraethylene glycol molecules have been used as backfiller combined with a TEG-DP anchorlipid (Figure 4) , resulting in membrane resistances above 2 MΩ¨cm 2 for anchorlipid densities as low as 20% [73] . The need for a dilute sub-membrane space and a consequential increase in sub-membrane hydration has also been demonstrated using a cholesterol-tethered membrane with mercaptohexanol acting as a diluting agent [77] . Such lipid bilayers with 80% tethering density achieved membrane resistances around 11 MΩ¨cm 2 , and ion transport across the membrane due to incorporated valinomycin and gramicidin was only possible in diluted tethering architectures. Sparsely tethered membranes with a proximal leaflet diluted by mercaptohexanol remained stable for over 60 h, making them suitable for longer term studies and biosensing applications [77] .
In addition to providing a more suitable sub-membrane space for protein incorporation, sparsely tethered membranes also increase bilayer fluidity, especially in the distal leaflet. Diffusion in the proximal leaflet is hindered by the presence of the anchorlipids. For example, diffusion coefficients for the outer leaflet of 7 µm 2¨s´1 have been measured, with diffusion in the proximal leaflet reduced to 2 µm 2¨s´1 [45] . Generally, diffusivities are reported as average values of the proximal and distal leaflet diffusivities due to the difficulty of distinguishing between the two leaflets [45] .
A tether-lipid molecule containing unsaturated alkyl chains (HC18) enabled higher diffusion rates of 4 µm 2¨s´1 than lipids such as DPhyTL and WC14/FC16 containing saturated or highly branched alkyl chains with diffusion coefficients of 2 µm 2¨s´1 [72] . The increased fluidity of the membrane is most likely due to the more disordered bilayer structure caused by the less flexible unsaturated alkyl chains. However, the tether segment in dilute HC18-based bilayers is able to coil up or tilt, resulting in a thinner sub-membrane reservoir of around 10 Å in HC18 compared to 15-18 Å in WC14 and FC16 [72] . This same trend can be observed with regards to the composition of the distal lipid. More ordered bilayer structures formed by DPhyPC show lower diffusion rates and higher membrane resistance than bilayers formed by POPC, for example [45] .
HC18 at 70% tethering density led to average lipid diffusion rates of up to 4 µm 2 /s while also achieving 24% sub-membrane hydration at 30% tether density [72] . This further demonstrates the high flexibility with which membrane properties can be fine-tuned depending upon the desired application.
Conclusions
Tethered lipid bilayer membranes have been developed to the point that they can mitigate the flaws initially associated with these systems-poor sub-membrane hydration and low bilayer fluidity. Combined with the ease with which tBLMs can be assembled, they are ideal platforms for membrane protein studies as well as highly specific biosensors.
The composition of the tBLMs can be adjusted to form bilayers which support single-channel pore protein studies, but they can also be adjusted to have lipid diffusion rates similar to those in natural systems, which can then be used to reproduce membrane processes not related to charge transport. More complex membrane assemblies can also be prepared in which both membrane resistance and membrane fluidity are high enough to enable protein incorporation as well as transport studies.
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